156
When spike-ins are added in equal amounts to samples derived from equivalent volumes of 157 tissue, then differences observed following a spike-in-based normalization indicate that 158 transcripts differ in abundance within a given volume of tissue ( Figure 1B) . We refer to this 159 comparison as 'per biomass'. Finally, if the spike-in abundance is scaled by a factor equal to 160 differences in cell density, differences in expression level will reflect changes in transcript 161 abundance relative to the cell ( Figure 1C ), and we refer to this case as 'per cell' (Figure 1 
238
We provide an iPython notebook including the entire code for the normalization, 239 differential expression, and figure generation described below (Appendix 1). In short, read 240 count normalization and differential expression analyses were conducted using Limma- 
288
we found that the mean transcription per cell (henceforth transcriptome size) for the 289 tetraploid was 2.1 times higher than the mean for the diploid ( Figure 5 ). Additionally, the 290 total transcriptome size per cell was highly variable, more so in the tetraploids than the 291 diploids (20,815,579 and 11,799,791 normalized counts, respectively --see appendix 1 for 292 standard deviation within each population). Across the three normalization methods, the 
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An initial motivation for utilizing a spike-in approach to read-count normalization was 410 to tease apart variation in library size from differences in transcriptome size between 411 diploid and tetraploid Tolmiea. We found that when normalizing read counts per cell, the 412 mean transcriptome size of the tetraploid is over twice that of the diploid ( Figure 5 ). This 
